Supplementary Figure 1 FACS-sort gating
Normal human memory B cells were CFSE-stained and cultured with CpG ODN, IL-2, IL-10, IL-15 and BAFF for 96 hours. The cells were stained with Live/Dead Violet, anti-CD19-PE-Cy5 and anti-CD27-APC-H7. The above strategy was used for FACS-sorting, first performing doublet exclusion, then gating on CD19+ cells, and finally sorting cells into three populations based upon CD27 expression and CFSE staining: Undivided, CD27
hi proliferating, and CD27 lo proliferating cells. Greater than 95% of cells were typically found to be CD19 + . While CD19 levels decreased with proliferation,this did not affect the sorted subpopulations. (a) Gene expression data (row normalized) from Affymetrix gene arrays of human memory B cells FACS-sorted based on anti-CD27 and CFSE staining show expected levels of CD27 expression (n=6 subjects in 3 separate experiments). Little evidence is seen of mRNA for markers of T cells, naive B cells or monocytic cell types. (b) Lack of expression of the T cell marker CD3 was confirmed by qRT-PCR (n=10 subjects, including 6 used for gene array). The square indicates the median RQ value. Cq values were normalized to toal RNA content using 18S RNA and re-normalized to the mean of 4 control genes. A paired t-test was used to compare qRT-PCR data. Data sets containing negative (zero) values were analyzed with an independent t-test. One CD27 hi sample did show a high RQ value, but this was not seen in the gene array data of the same sample, neither in gene array nor qRT-PCR data from the other cell subsets from the same sample and so was deemed spurious. 
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